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Inhibitory Effects of j t$ffi&$? on EGF-induced 
Tyrosine-phosphorylation and Degradation of EGFr in 
Cultured A431 Cells 




Inhibitory Effects of ^tW^F and 225 on EGF-induced 
Tyrosine-phosphorylation and Degradation of EGFr in 
Cultured A431 Cells 




Effects of EGF, ABX-EGF and 225 on 
Tyrosine-phosphorylation and Degradation of EGFr in 
Cultured A431 Ceils 



PT-ESFf 



EGFr 



EGF(nM) 
ABX-EGF {133nW) 
225 (133«M) 




E20.1MG30.Seq Sequence ifif 1 f^ v 



y 

20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

GCGATOCAGC CITITAGGIC CMGOCNTIC TCCIGIQUAG QGICIGGOT 50 
AIQP FRS MPF SCXA SGF 

aXCTTCAGT AGNINIGSCA TQCACIGQGT CCGCCAGGCT CCAGGCAAGG 100 
PFS XXGM HWV. RQA PGKG 

GGCIGGAGIG GGIQQCAGIT ATATOGTATC ATOGAAGIAA TAAATACEAT 150 
LEWV AV IWYD G SN KYY 

GCAGACIC03 TGAAQQGCQG ATICACCATC TQCAGAGACA ATICCAAGAA 200 
ADSV KGR FTI SRDN SKN 

CAQQCT3IAT CIGCAAATGA ACAGACIGAG AGCOGAGGAC AOQGCIGIGT 250 
TLY LQMN RL R AED TA VY 

Y C A R F L E^^W^L^^^^^^Y^^^G^^^ 



^plU^W^^Cin: ACCAAGQGGC CATCQGTCIT 350 
GTLV T V X SDS T KGP SVF 

CNGGCIGGQG CCCIGCTICC AGGftGCACQC TCNGaNAQCA CANATXG3GOC 400 
XLA PCFQ EHP XXA XXAP 

CIGGGACIGM CIGNTACAAG GACINCITTC OTCNAACCN GGIGAQCNIN 450 
GTX XYK DXFP SNX VTX 

TCNIGQGAAA CTCAGNGCNC NICINNAINA C 481 
SWET QXX SXX 
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E20.1VK.Seq Sequence -I*- jK2> ^ ~ 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

GGAACCTTIN QCTTCGCMr TITIGGAGNC AGAQCCANCA TCACITGIQG 50 
GTFX F A P FGX RPXI TCR 

QGGGAGTCAG QGCMCTAGCA ATITTTEAGC CTGGTTTCAG CAGAAAQCAG 100 
ASQ GISN FLA W F Q QKPG 

GGATAGCCCC TAAGIGOCIG ATCTATGCIG CATCCACITT GCAAAGTQQG 150 
IAP KSL I Y A A S T L QSG 

GTOXATCAA AGTICACGQG CAGTGGATAT GQGACAGATT TCACICTCAC 200 
VPSK FTG SGY GTDF TLT 

CATCAGCAGC CIGGAQOCIG AAGACITIGC AACITATTAT TGTCAACAAT 250 
ISS LQPE DFA TYY CQQY 



AGTIGAAATC TGGAACIGQC TCIGTIGTGT GGCIGCIGAA TAACTICIAT 400 
VEI WNCL CCV PAE L L S 

COZAGAGAGG GCAAAGTACA GTGGAAGGTG GATAAC5QCXZN CMtfTIQGQGG 450 
QRG QST VEGG . R X XWR 

MsnxxnrncN ciocecnic crasnscccNC ctcicncna 489 

XPFX XPS SXX LSX 



ataatgttta cmmcAcr TTCQGOOCIG GGAOCAAAGT QGATATCAAA 300 p 

NVY PFT FGPG TKV DIK 3 

GGAACT3TGG CT3CACCATC TGTCTICATC TTCQQGQCAT CIGATGAGCC 350 Z 

RTVAAPSVFIFPPSDEP m 



m 
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- rf « .w , - « 

E20.3MG30.Seq Sequence ZM^^'^ 

10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

AAGCCIGTIG CCICAGIGCA GGTCTCCIGC AAGGCTICIG GATACAQCIT 50 
KPVA SVQ VSC KASG YTF 

CAOCAGmT GAIATCAACT GGGIGCGACA GGGCACIGGA CAAGGGCTIG 100 
TSY DINW VRQ ATG QGLE 

AGTGGATQQG AT3GACEGAAC CCIAACAGTG GTAACACAQG CIAIGCACAG 150 
WMG WMN PNSG NTG Y A Q 

AAGTTCCAGG GCAGAGTCAC CATCAGCAGG AACAQCIQCA TAAGCACAQC 200 
KFQG RVT MTR NTSI STA 

CTACATGGAG CTGAGCAGQC TSAGATCIGA GGACAGQQQC GIGTATIftCT 250 
YME LSSL RSE DTA VY YC m 



p*T cr* 

GIGOGAGA QG AQGOOOCpT AGCAGpQCT GGAC CTIL ' IT TGACIACIGG 300 S2 

Y S a "G WTFFDYW 



A R G G P 



MSCGCTIGQG CIGQCIGGNN CAAGGACTCT TIOXQvlAAC GCXDQGNIGA 449 
PLGCLXQGLFPXTPX 



GGCCAGQGAA GOCD3GTCAC OJCCIOCTCA GOCTGACC AAGGGGQCAT 350 
GQGT LVT VSS ALHQ GPI £] 



GGGICITCCC CCT3GQQCOC TCCIGCAQGA GCACCTCCCA GAGCACANIC 400 K 
GLP PGAL LQE HLP EHXX 



fu 



Li 



2/23/98 



tfe-W ^a^.i (<^pp<? vj- go/ 

E20.3VK.Seq Sequence 3"* M /S, ^ 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 
TTIGAACCCT TCNIGGQCGT GTCICINGGC GCX3AGGGQCA QCATCAACIG 50 
FEP.F XAV SLG ARAT INC 

CAAGICCAGC CAGCX3IGITT. TATACANCTC CAACAATAAG AACTCCITSG 100 
KSS QRVL YXS NNK NCLA 

CTIGGTACCA GCAGAAACCA QGACAQCCTC CTAAGCTGCT CATITACIQG 150 
WYQ QKP GQPP KLL I Y W 

ACATCIACCC QGGAATCOGG QGTCCCIGCC CGATICAGIG GCAGCQGGTC 200 
TSTR ESG VPA RFSG SGS 



O.I 



TCQGACAGAT TICACICICA CCAICAGCAG CCIGCAGQGT GAAGATGIGG 250 
GTD FTLT ISS LQA ED VA 

CAurrim-iA CIGTCAGCAA TATIATAGTA C1CCACICAC TITGQQCGGA 300 5 

VYY CQQ YYST PLT FGG l! 

GGGACCATOG TCGAGATCAA GCGAACIGTG GCIGCAC3CAT CTG1 L T1CAT 350 P'l 

GTMV EIK RTV AAPS VFI J 

CTICCQGCCA TCIGATGAGC CH3TNIGAAA TCIGGAACIG CCTCIGTTIG 400 S 

FPP SDEP V.N LEL PLFV I 1 

TGTCCCCTGC TCAATAACTT CTATCCCAGA GAGGCCAAAG TACCAGIGGA 450 ^ 
CPA E.L LSQR GQS TSG 

AGGTQGATAA 460 
R W I 
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E20.8.1MG30.Seq Sequence j j-HMb f~r,'j r &( 

10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

aSGOC'luim QCTQCNIQOG ACTCIOCIGT GCAQQGTCIG GATICATCTT 50 
XPVR S X R LSC AASG FIF 

CAGIAGNIAT GGCAIGCACT GGGTCOGQCA GGCIOCAGGC AAGGGGCIGG 100 
SXY GMHW VRQ APG KGLE 

AGTGGGTGGC AATIAIAIGG TATCA1GGAA GEAATAAAIA CTAIGCAGAC 150 
WVA I I W YDGS NKY YAD 



TCQGIGAAGG GCGGATICAC CATCTCCAGA GACAATTCCA AGAACAOGCT 200 
SVKG RFT I S R DNSK.NTL 

GIATCIGCAA ATCAACAQQC TGAGAGCCGA QGACACGGCT GIGIMM 250 
YLQ MNSL RAE DTA VYYC 

GIGOGAGAGA GGQGQQGQCA C QGlgl TIC TOGCITCIGA CTACIGGQQC 300 
A R D G G P R W^F L A S D Y W G 

CAGGGAACOC TOGICACQGT CIGCICAGGC TGCAGCAAGG GCCCATOQGT 350 
QGTL VTV SSA STKG PSV 

CITCCGOCIG QCQGGCIGCT GCAQGAGCAC GCTIDGAGAG CACAGQQGQC 400 
FPL APCS RS T LRE HSGP 

CIGQGCIGOC TCGITCAAQG ACIACTITQC CQGAACQG3T GACQGIGINC 450 
GLP GSR TTFP EPV TVX 

GTIGGAACTC ATGAC 455 
V G T H D 
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E20.8.1MG18.Seq Sequence 




10 



20 



30 



40 



50 



1234567890 1234567890 1234567890 1234567890 1234567890 
AGICICCAGA CTCCCT3GTT GIGICICIQG GCGAGAGGGC CACCATCAAC 
SLQT PWL CLW ARGP PST 

TGCAAGTCCA GNCAGAGIAT TITAIACAGC TCCAACAATC AAAAACITCT 
ASP XRVF YTA PTI KNFL 

TAGCT1UJ1A CCAGCAGAAA CCAQGACAQC CICCX3AAGIT GCICAITTAC 
AWY QQK PGQP PKL LIY 

IGOGCATCTA. TICG9GAATC CGGGGTCCCT GACQGATICA. GIGGCAQOQG 
WASI RES GVP DRFS GSG 

GICIQQGACA GATITCACTC TCACCACCCAG CAGCCIGCAG GCIGAAGAIG 
SGT DFTL TIS SLQ AEDV 

TGGCAGTTTA TIACIGTCAG C1AGTA1TATA GIATICGGTG CA L'l'l'l'l QGC 
AVY YCQ QYYS IPC TFG 

CAGQGGACCA AGCIGGAGAT CAAACGAACT GIGGCIGCAC CATCIGTCIT 
QGTK LEI KRT VAAP SVF 

CATCTTCQOG CCATCIGATG AGCAGTIGAA ATCIGGAACT GCCICIGTIG 
IFP PSDE QLK SGT ASVV 

TGTGCCTGCT GAATAACTTC TATOCCAGAA AGGCCAAAGT ACATGAAGGG 
CLL NNF YPRK A K V HEG 



50 
100 
150 
200 
250 

hi 

is:, 
i : ; 
%= * 

300 Ul 

□ 

350 j ; 

t > : 
t z 

400 s 

n'i 

450 
456 
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E20.11.2H Sequence J -jHHh 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

GGCGTGGYCC AGCCTGKGAG GIDXT3AGA. CTCTCCTGTG CAGCX3IUIQG 50 
GVXQ PXR SLR LSCA ASG 

ATICAYCTIC AGTAFCTAIG GCATCCACIG GGTGQGCGAG GCICCAQGCA 100 
FXF SXYG MHW VRQ APGK 

AGGQGCTQGA GTCGGIGGCA ATTATATOGT ATGAIOGAAG TAQCAAATAC 150 
GLE WVA IIWY DGS SKY 



TATOCAGACT CCGIGAAGGG CCGATICACC ATCTCCAGAG. ACAATIOCAA 200 
YADS VKG RFT ISRD NSK 

GAACACGCIG TATCIGCAAA TGAACAGQCT GAGAGCCGAG GACACGGCTG 250 
NTL YLQM NSL RAE DT AV 

T3TATEACTG TGCGAGAGAC GGGGGGCCAC GGTOGTTICT CGCTICTGAC . 300 
YYC ARD GGPR WFL ASD 

TACIGGGGCC AGGGAACCCT GGTCACCGTC TCCTCAGCCT CGACCAAGGG 350 
YWGQ GTL V T V SSAS TKG 

CCCATGGGTC TIOXCCIGG CGCCCTGCIC CAGGAGCACC TICOGAGAGC 400 
PSV FPLA PCS RST FREH 

ACAGCGGCCC TGGGCIGCCT GGTCAAGGAC TACTICCCCG AAMDGGIGAC 450 
SGP GLP GQGL LPR XGD 

GGIGICGIGG AACTCAGGCG CTCIGACCAG NQQCGIGCAC AATICCCAQC 500 
GVVE LRR SDQ XRAQ FPA 



M3ICCINAAG GTIGAAATCG TAANQGTICA AA 532 
VLK VEIV XV Q 
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E20.1 1 .2MG1 8.Seq Sequence j ^\ 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

ACTCAGTUIC CAGACTOCCT GGCTGTGTCT CIQ3GQGAGA. GGGCCACCAT 50 
TQSP DSL AVS LGER ATI 

CAACIGCAAG TCCAQQCAGA. GIGITITATA QGGCIOCAAG AATCAGAACT 100 
NCK SSQS VLY GSK NQNY 

ACTEAQCITG GTAGCAGCAG AAAQCAQGAC AGOCTQCIAA GCTGCICATT 150 
LAW YQQ KPG Q PPK LLI 

TACIQQQCAT CIACCCQGGA ATOOGGGGTC GCTGACCGAT TCAGGQGCAG 200 
YWAS TRE SGV PDRF RGS 

GQGGlCilAGG ACAGATITCA. CICECAGCAT CAGCAGC3GTG CAGGCIGAAG 250 
GSR TD.FT LTI SSL QA ED 

ATGIGGCAGT TTACTICIGT CACCAATATT ATAGTACTOC GIGGACGTIC 300 
VAV YFC HQYY STP WTF 

GGCCAAQGGA CCAAGGTGGA AATCAAAGGA ACIGTGGCIG CAOCATCIGT 350 
GQGT KVE IKR TVAA PSV 

CTIGATCITC GGGGCATCIG ATGAGCAGTT GAAATCIGGA ACTGGCICIG 400 
FIF PPSD EQL KSG TAS. V 

TTGIGIGCCT GCIGAATAAC TIGTATGOCA GAAAGOCAAG GACACGAAAG 450 
VCL LNN LY PR KPR TRK 

GICANAGCNA CGC 463 
V X P T 



3/98 



cr 

E20.18MG30.Seq Sequence 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 
CGIGATCCNC CIQGNIQGIC CCT3AGACIC TQCIGIGCAG CGTCIQGATT 
RDPP GWS LRL SCAA SGF 

CAICITCANT AACTSTINCA T3CACTQGGT CCGCCAGGCT CCAGGCAAQG 
IFX NYXM HWV RQA PGKG 

GGCT3GAGIG GGIGGCAATT ATAIGGTAIG ATCGAAGTAG CAAATACIAT 
LEW VAI IWYD G SS KYY 

GGAGACICOG N3AAGQGCOG ATTCACCATC TCCAGAGACA. ATTCCAAGAA 
ADSX KGR FTI SRDN.SKN 

CAGGCIGIAT CIGCAAATGA ACAGCCIGAG AGCOGAGGAC AOGGCIGATG 
TLY LQMN SLR AED TA DV 

TAITACTGIG GGAGAGAGGG TIGQGCCACG GIGGCTICIC GCTICIGACT 
LLC ERR LGHG GFS LLT 

ACTCQSEOC AGGGCAAaSC TGNCINACCG 1OTTOCICAN (XCINTACNC 
TGAQ GNX XXP X SSX LYX 

AAQGGCCNCC ATEND3TCIT TCXDGOCCTGG NNNNCHIGCT CNATCNNNCA 
RAX IXSF PPG XPA XXXT 

CCCTSDGACA NCNACAN 
L R X X X 



4/98 



E20.18VK.Seq Sequence J - ^ 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 
TICGTGGCIG TCIUICITGG CGAGAGGNOC AQCATCAACT QCAAGICCAG 50 
FVAV SLG ERX TINC KSS 

CCAGAGTATT TTATRCAQCT CCAACAATCA. AAA LT1LT1A GCTIGGTACC 100 
QSI LYSS NNQ NFL AWYQ 

AGCAGAAACC AQGACAGCCT CCGAAGTIGC TCATTTACIG QGCATCTATT 150 
QKP GQP PKLL I YWASI 

CGGGAATCCG GGGTCQCIGA COGATICAGT GGCAGQGGGT CTGQGACAGA 200 
RESG VPD RFS GSGS GTD 

TITCACICTC ACCaiCAGGA GCCIGCAGGC TGAAGATGIG GCAGTITATr 250 
FTL TISS LQA EDV AV YY 

ACIGICAGCA GTATIATAGT ATTCCGTGCA Cl ' l ' l ' l GOGCA GQGGAGCAAG 300 
CQQ YYS IPCT FGQ GTK 

CTQGAGATCA AAQGAACIGT GGCT3CACCA TCTEGTUITCA TCTICCCGCC 350 
LEIK RTV A A P SVFI FPP 

ATCIGAIGAG CCAAGNTIGA AAATCIQGAA CTX3QCICIGT TCTGTGCCCT 400 
SDE PXLK IWN CLC CVPC 

GCITGAATAA CITCIATCCC AGAGANGGCC AAAGTCCNGT QGAAGGIGGA 450 
LNN FYP RXGQ SPV EGG 

TPC 453 
Y 
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E20.19.2MG30.Seq Sequence X JkMb £j 

10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

CICACCIGCA CIGTCICTGG TCQCTOCATC AGTAGTTACT NTT3GAGNIG 50 
LTCT VSG GSI SSYX WXW 

GATCOQGCAG (TCGNAGQGA AGQGACTGGA GTQGATIGGG TGTITCTATT 100 
IRQ PXGK GL E WIG CFYY 

ACAQSDGGAG CA£XAACTAC AAaXCTCOC TNAAGAGTCA TGTCACCATA 150 
XGS TNY NPSL KSH VTI 

TCAGTAGACA CGTCCAAGAA. CCAGITCTAC NIGAAGCIGA.. GCINIGTGAC 200 
SVDT SKN QFY XKLS XVT 

CGNIGOGGAC A03GNCX3XGA ATAACIGNGC NAGAGATAQG GGAGNAGIGN 250 
XAD TXXN NXA RDR G X V X SI 



MTO3GCNI3SC TACTNIGACT ACIGAGGGCA GNGAAOCNIG GNICAGAGTA 300 
WXX TXT TEAX EPW XTV 

ATCaSFTAAGST CIMCAANCA AANGNGNCQC AANGNGANAC NINNCTN3SJC 350 
IXKX XXQ XXP XXXX XX 



fjj 

a 
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E20.19.2VK.Seq Sequence 5 K ~^D<' 

10 r ~~20 3(5 40 50 ' 

1234567890 1234567890 1234567890 1234567890 1234567890 

TCITIGGIAG CQXGICTTCG OSAGAQGCCC ACCATCAACT GCAAGTOCAG 50 
SLVA XLG ERP TINC KSS 

CCAGAGTGTT TTATACN3CT GCAAGAATCA GAACTACTTA GCTTOGTACC 100 
QSV LYXS KNQ NYL AWYQ 

AGCAGAAACC AQGACAQCCT CCTAAQCTGC TCATITACIG GQCATCEACC 150 
QKP GQP PKLL I Y W AST 

OGGGAATCCG GGGTCCCIGA CCQATTCAGG GGCAQCX3QGT.CIAGGACAGA 200 
RESG VPD RFR GSGS RTD 

TITCACIUIC ACCATCAGCA GCCTGCAQQC TGAAGAIGTG GCAGTITACT 250 
FTL TISS LQA EDV AV YF 

TCTCICAOCA A3AITATAGT ACIDCGIGGA CGITCQGGCA AGGGAGCAAG 300 
CHQ YYS TPWT FGQ GTK 

GIQGAAATCA AACGAACIGT GGCIGCACCA TCIGTCITCA TCITCGQGCC 350 
VEIK RTV A A P SVFI FPP 

ATCIGATCAG CAGCTIGAAA TICIGGAACT GOTICIGNIG NGTGOCIGCT 400 
SDE HLEI LEL PLX XAC. 

GAACNAACIC TATCOCCAGA GANGGOQCAA AAGEOTCAAG NNQGNNAGGC 450 
TNS IPR XGPK VSX XXG 

MSGATAACGC CINITCNCOJ N3fHSC , 476 

XITP XXX X 
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U 

E20.20.21 MG30.Seq Sequence 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

aagccittic agaccnigoc citcacctgc actgtcicig giggctccat 

KPFQ TXP FTC T V S G . G S I 

CAGCAGTGGT GGTIACTACT GGAGCIGGAT CCGCCAGGAC CCAGGGAAGG 
SSG GYYW SWI RQH PG KG 

GCCIGGAGTG GATIGGGTAC ATCTATAACA GIGGGAGCAC CTACTACAAC 
LEW IGY IYNS G ST YYN 

CCGTCCCTCC AGAGTCGAGT TACCATAICA GTAGACAGGT CTAAGAACCA 
PSLQ SRV TIS VDTS KNQ 

GTICTCCCIG AAGCTGAGCT CTGTGACTGC CGCGGACACG GCCGIGTATT 
FSL KLSS VTA ADT AV YY 

ACIGIGGGGG TCAGAAAT GG TCCTACTACT ACTACTAOGG TATGGACGIC 
CAG QKW SYYY YYG MDV 

TGGGGCCAAG GGACCACGGT CACCGICTCC TNAGCCICCA CCAANGGCCC 
WGQG TTV TVS X A S T XGP 

AT03GTCTIC GCCCIGGCGC CCTGNTCTAG GAGCACCICC CANAGCACAG 
SVF PLAP XSR STS XSTD 

ACGGATSCIG GGCCIGCCIG NATCAATGGA CTACTTICCC CGAACCGGTT 
GXW ACL XQWT TFP EPV 

GNNIGTGNNN CCIGGNAACT N 
X C X X W X L 
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E20.22MG30.Seq Sequence j-_j W g b .. 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

AAGCCITIISG AGACCNIGCC OTCACCIGC ACIGICICIG GTCGCTCCAT 50 
KPXE TXP LTC TVSG GSI 

CAGIAATEAC TACTGGAGCT G3A1UDQGCA GCCCGCAQGG AAGGGACIGG 100 
SNY YWSW IRQ PPG KGLE 

AGTOGATIGG GTATATCIAT TACAGTGGGA GCAGCAACIA CAAGOCCICC 150 
WIG YIY YSGS TNY NPS 

CTCAAGAGTC GAGTCACCAT ATCAGTAGAC ACGTCCAAGA ACCftGTTCIC 200 
LKSR VTI SVD TSKN Q FS 

OCTGAAGCIG AGCTCT3IGA COGCIGOGGA CACGGC03IG TATTACIGIG 250 
LKL SSVT A A D TAV YY CA 

QGAGAGQGQC CQGGQGGAGC TACTACTACT AGGGTAIGGA CGTCIGQGGC 300 
RGP G G , S YYYY GMD VWG 

CAAGGGACCA CQGTCACOGT CTCXTIGAGCC TCCACCAAGG GGCCATGQGT 350 
QGTT VTV SSA STKG PSV 

CTICCCCCIG GCGCCCIGCT CCAGGAGCAC CICCGAGAGC ACAGOGGQCC 400 
FPL APCS R S T SES TAAL 

TGGGCIGQCT GGGIGAAQGA CIACTICGCC GAACCGGIGA CGGIGTTOGM 450 
GCL GQG LLPR TGD GVR 

N3GAAC 456 
X N 



74,70 
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E7.5.2.K.aa Sequence (Bf ' MtiT^ 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

CEGTCIGCAT CTGTAGGAGA CAGAGTCATA ATCACTTGCC GGGCAAGTCA 50 
LSAS VGD RVI ITCR ASQ 

AAACATCACC GACCATTTAA ATIOGTATCA GCAGATAGCA QGAAAAGCCC 100 
NIT DHLN WYQ QIA GKAP 

CIAGGCCCCT GATATACACT GCATOCAGTT TGCAAGGTGG GGTCCXZATCA 150 
RPL IYT ASSL QGG VPS 

AGGTTCAGTG GCAGIGGATC TGQGACAGAT TTCACICICA GCATCAGCAG 200 
RFSG SGS GTD FTLT IS..S 

TCIGCAACCT GAAGATITTT CAACTEACTA CIGTCAACAG AGITACAGTA 250 
L QP ED FS TYY CQQ SYST 

GCGGGIGCAG TITIGGCCAG GGGACCAAGC TGGAGATCAA ACGAACTGTG 300 
PCS FGQ GTKL EIK RTV 

GCTGCACCAT CTGICTICAT CTICCGGCCA TCTGATGAGC AGTTGAAATC' 350 
A A PS VFI F PP SDEQ LKS 

TGGAACIGCC TC7IGTT3IGT GCCIGCIGAA TAACTICTAT CCCA 394 
GTA SVVC LLN NFY P 
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E7.5.2.v.aa Sequence 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

GTGAAGGTCT OTGCAAGGC TICIQGATAC ACCTICAGGG GCTACEA.TAT 50 
VKVS C K A SGY TFSG YYM 

GCACIQGGIG GGACAGGQCC CTGGACAAGG GCTIGAGIGG ATQGGATCGA 100 
HWV RQAP GQG LEW MGSI 



TCCACCCIAA CAGTGGIGGC ANAAACITIG CACAGAAGTT TCAGGGCAGG 150 
HPN SGG XNFA QKF QGR 

GICACCATCA CCAGQGACAC GTCCATCAAC ACAGQCTACT TGGAGCIGAG 200 
VTMT RDT SIN TAYL ELS 

O CAGGCIGAGA TCIGAGGACA CGGC303IGTA TIACIGIQQG AGAGATAAAA 250 
_j,D R LR SDDT A V Y YCA RDKN 

; j ACTACGGIGA CTACGICITT GACIATTOOG GCCAQGGAAC CCTCGTCAQC 300 
ip YGD YVF DYWG QGT LVT 

iy GICICCICAG 310 

i:* V S S 
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Figure & Effect of E7.6.3 or E7.5.2 on human epidermoid 
carcinoma A431 growth in nude mice 
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Figure^ Effect of E7.6.3 on human pancreatic carcinoma HPAC 

growth in nude mice 
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Figure ff Effect of E7.6.3 on human pancreatic 
carcinoma BxPC-3 growth in nude mice 



1mg/mouse i.p. 

— o— control 
-■- E7.6.3 




Days After Tumor Cell Injection 



FIGD-E~1.PZM:Graph-1 -Thu Nov 05 11:46:15 1998 



Figure^ Effect of E7.6.3 on HS766T Pancreatic tumor 

growth in nude mice 
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Figure^T Effect of E7.6.3 on SK-RC-29 human kidney 
carcinoma growth in nude mice 
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Figured Effect of E7.6.3 on human colon carcinoma 
SW707 (EGFr-) growth in nude mice 
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Internalization of 125 l-EGF/EGFr and 
Down Regulation of Cell-Surface Receptors 



CO 

O 

E 

Q. 

LL- 
CS 
UJ 




Surface 

Internalized 

Total 



Time (min) 



uT^I-EGF Time (min Surface Internalize Total % internalized 



0 


67.153 


1.515 


68.668 


2.2 


5 


68.997 


7.649 


76.646 


10 


20 


39.986 


37.406 


77.392 
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Internalization of 125 l-E763/EGFr and 
Down Regulation of Cell-Surface Receptors 
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CO 



CO 
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CO 
CD 
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in 

CM 




Surface 
Internalized 
Total 



Time (min) 



I-E763 Time (min Surface Internalize Total % internalized 



0 


41.051 


1.684 


42.735 


3.9 


5 


44.567 


9.876 


54.443 


18 


20 


27.969 


26.998 


54.967 
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8/25/98, 110-40, Jia 



Degradation of 125 I-EGF or 125 I-E763 after binding to EGFr on A431 ceil 

Hw/chloroquine 
Bw/o chloroquine 
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w/ or w/o chloroquine (lOO^M) 
% w/chloroq w/o chloroquine 



% degradation 



fttfe 
5,3 



Sw/chloroquine 
^w/o chloroquine 



CO co 
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125 



l-EGF 



% competition 



ficpmxl 0 


Buffer 


36.0898 


21.8277 


40 
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EGF 


0.3684 


0.3776 
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E763 


0.481 


0.2132 




99 


. i 


m225 


1 .5468 


0.4882 




98 


n 


m29.1 


23.9704 


14.459 




34 




K221 


35.5084 


23.2694 


34 


1.6 



125 



I-E763 



f 



w/ or w/o chloroquine (lOOjaM) 

w/chloroq w/o chloroquine 

cpmx10 4 Buffer 54.608 57.824 

E763 0.536 0.441 

K221 58.956 54.83 
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Effects of E763 and m225 on EGFr degradation 



C EGF K221 m225 E763 
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Effects of E763 and m225 on EGFr threonine phosphorylation 
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1763 on VIGF secretion 



Effects of E763 and m225 on 
VEGF secretion 
in cultured A431 cells 
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48 hr culture 
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Effects of E763 and E752 on 
VEGF secretion 
in cutured A431 cells 

C) 48 hr culture 
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Effects of E763 and E752 on 

VEGF secretion Effect of E763 on VEGF secretion in 

in cultured A431 cells (24 hr) cultured A431 cells 




Effects of E763 and m225 on VEGF 
secretion in cultured endothelial cells 




1 1/5/98 VEGF in endothelial cells (ECV304) ffflZC ■ <L&L-( e ? c t%} 
VEGF na/ml hncsnim " 



VEGF ng/ml ho serum 

0 30 60 

EGFonly 0.4 0.49 0.68 

W/E763 0.29 0.28 0.38 

w/m225 0.37 0.39 0.54 

W/K221 0.4 0.57 0.72 



